A high-performance liquid chromatographic (HPLC) method for determination of pyridinoline and its application to connective tissues are described. The chromatographic separation was accomplished by using Inertsil ODS-2 column and a mixture of 0.1 M sodium phosphate and acetonitrile (75:25, v/v) containing sodium dodecyl sulfate (SDS) and ethylenediamine tetraacetic acid (EDTA) as eluent. The chromato gram was developed isocratically and the eluted components were moni tored with excitation at 295nm and emission at 395nm. The pyridinoline in crude hydrolysate of connective tissues can be determined in 5 min, with as little as 1 pmol of sample. The present method is rapid, simple and can be used for the routine analysis of connective tissues such as cartilage, bone, Achilles tendon and aorta. Key Words pyridinoline, HPLC, connective tissues Pyridinoline, also called hydroxylysyl pyridinoline, is a trivalent crosslink of collagen fibers. It is formed presumably through condensation of two hydroxy lysinoaldehyde residues and one hydroxylysine residue (1-3) and is widely dis tributed in hard connective tissues such as cartilage, bone and tendon (1-10). Recently, much attention is being denoted to the urinary excretion of pyridinoline and an analogue of pyridinoline, deoxypyridinoline, as a sensitive and specific marker of bone metabolism in vivo (11-14). As pyridinoline is one of the predom inant crosslinks in a mature collagen, it is important to investigate the physiological role of pyridinoline with aging. Prior to examining the biosynthesis of pyridinoline, we described here a simple and rapid HPLC method for determination of pyridi noline, the major crosslink in connective tissues.
Pyridinoline, also called hydroxylysyl pyridinoline, is a trivalent crosslink of collagen fibers. It is formed presumably through condensation of two hydroxy lysinoaldehyde residues and one hydroxylysine residue (1) (2) (3) and is widely dis tributed in hard connective tissues such as cartilage, bone and tendon (1) (2) (3) (4) (5) (6) (7) (8) (9) (10) . Recently, much attention is being denoted to the urinary excretion of pyridinoline and an analogue of pyridinoline, deoxypyridinoline, as a sensitive and specific marker of bone metabolism in vivo (11) (12) (13) (14) . As pyridinoline is one of the predom inant crosslinks in a mature collagen, it is important to investigate the physiological role of pyridinoline with aging. Prior to examining the biosynthesis of pyridinoline, we described here a simple and rapid HPLC method for determination of pyridi noline, the major crosslink in connective tissues.
Molecular sieve and ion-exchange chromatographic methods for the determi nation of pyridinoline are often troublesome in terms of the loss of samples, and insufficient for the routine analysis of various animal tissues. A more sensitive HPLC method, using a gradient system has been recently introduced (8, 11) ; however, it is time-consuming and its procedures are complicated. We have developed a reversed-phase HPLC method with an isocratic elution system to pmol of pyridinoline. Table 1 shows the results of pyridinoline measurements on various types of connective tissues in guinea pigs. The pyridinoline concentration was the highest in larynx cartilage among these tissues, whereas it was not detected in skin. These data support the previous observations that pyridinoline is present in collagens of hard tissues and absent in those of soft tissues (2, 8) , that is, type II collagen contained higher pyridinoline than type I collagen. Achilles tendon, which is rich in type I collagen, tended to have a rather low content of pyridinoline. These values 
